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[ttSAl 
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[^^^iifi#-^l 012092 

21 ' 000B 

[iff*] 1 



2 



miiE^¥ 11-3089365 



1 1—09607 



[»#3C2] ^^^^ (b) ^KlStis^yn-y h^^Rtf^Mtt 
1 IB«©#& 0 



i 



ffiffi#¥ 11-308 



i 1-096073 



Fc 

1 3 ] U8B*6##* n * • * y • * u ^<o4e*-e** 

o 

[0 0 0 1] 



fflfEW 5 !* 11-3089365 



#32 11-09607 



[0 0 0 2] 

-*^T^-5^i:jb^afS'a^^^tj©©0!I^LT«, PDGF ( 
Platelet Derived Gro»th Factor) WWktU * <0^3l?Stt«3KK:ttz:*# 

»J, £K»C—*flcT*»*££#&5g-e*.5 (C. H. Heldin et al., 
Cell. Regul., 1, 555-566, 1990) „ 
[0 0 0 3] 

\f7 9m> (activin) {£ x £##T?iiEP8:2*# (homodimer) &£V>fci:M® 
ZlJift; (heterodimer) £ bT#£ bT V^5#, #Jfcffc (monomer) Tf^-?-©^^ 

s *ir as y , £ft^tt&*£tt l t 

5£fc##£3*l*CV*.& (P. Husken-Hindi et al., J. Biol Chem. , 269, 1938 
0-19384, 1994) . * fc, U £3IM SrUlfc LTV>£PTTH (Prothor 

acicotropic hormane) -^{J y ^ftfttiiM— LT#& bt V*&# 
, j e©^*^lC=fo^50%©^^«f^?S'ffi«#$#lT 3 £ tlT V> 
£ (J. Ishibashi et al., Biochemistry, 33, 5912-5919, 1994) „ -i & 

JifU-fVyG (IgG) «#CLTfc«UKcaf'**S|g<&tt# 
#J*3*l<&3i:tffcl£>*lTV*& (G. M. Edelman, Biochemistry, 7, 1950, 1968 
) . 
[0 0 0 4] 



3 



ffi|E#¥ 11-308 



^1 1-0 9 60 7 3 



«*. 

* art ** c * ,B tf ir 

assn t^6 («• F» tacM et al - 90 95/08573) • 

[0 0 0 7] 

4 11-3089365 



1 1-09607 



5#&T&6 0 ltf#©^^LT«, B«^LfcSeKc7)tfiTttPTTH, CHH-B. IgG 
lCo^Tfrb*lT;l3*J, LTfcUctivin, CHH-BJCo MTfTfctiT ^ 

[0 0 0 9] 
[0 0 10] 

WJ. SBH, */l«J£, 1993. A. Abuchowski et al., J. Biol. Chem 

., 252, 3578-3581, 1997) , #{C^U 1/>^U 3-;i/©g8j6ttC*f LT© 

*ITV*<5 (G. N. Cox et al., WO 98/32003, G. N. Cox et al., WO 94/12219, 
R. J. Goodson, USP 5,206,344, L. G. Armes W0 92/16221) „ L**U V^tv 



ffiS£#¥ 11-3089365 



11-096073 



fro. ^^^^T^^S^it^t^SttS. 
[0 0 12] 

[0 0 13] 
[0 0 14] 

[0 0 15] 



ffi§E#¥ 11-3089365 



i 1-09607 



(2) (b) Tf#l|3ftSD-^-!r h^^fK^ftJ8tt*5fiTlfe% 

©T'&Sffria (1) <Z>#&„ 

(3) tuia#*^sas^-*^T*fes (i) 

[0 0 16] 

KT*&3 (1) 
sr££#m*:-rs (1) 

*7Wifitti&&mm&z*i-t& (i) ©m, 

[0 0 17] 

;b^iji-r;i/^t§3tS:#itn (1) ©*iS. 

(io) jKy^-^r^r;i/^r;i/3j<yx-^;i/^^L^^^--/ h^^Ftf, 

•&£;fi-f<5itfsB (1) 
[0 0 18] 

(12) a&gB#*#ge*t#, mmiz&#:-tz>7ity¥)i7* ; 5> KH-?©jfo/.MR 



7 



11-308 



^H-09 60 7 3 
*KXtt*©«**T?** (14) ^>^-^ h ^ K 

[0 0 19] 

BUT. ftmzffln^&w**' 

[0 0 2 0] 

K^*****?*-* ********* . .^^m 

**u Far******®***- 

, ,.,-/fc<s-i-»,t.OT*<#tf 6>:tv2>. *£- Banns' 

8 ffiE«¥ 11-3089365 



g$3£ 11 — 09607 



£U CHH-B©*g£S:IBS*r*. ft> AS1051T&, CHH-B#j£ojfil/Jv&M4>f^# 
[0 0 2 3] 

[0 0 2 4] 
[0 0 2 5] 

©•^**iti4ttcf!fi8sti*iv^^ W;Ui^n#;i/x • *y • *y (crot 

alus horridus horridus) , t^Xf^ * "fe^X-r-^ (Cerastes cerastes) fc? 
^9 • /ll/y^"?" (Vipera palest inae) , X^pZ • $7 (Echis carinat 

us) , hV - Tfrti<77 r V 7. (Trimeresurus albolabris) , hV* 

• 75ftlZV7 : 4 J» (Trimeresurus f laboviridis, • Ai?x (N 

aja haje) „ • — *7 (Naja nivea) , • 7 K7>r9^ (Cr 

otarus admanteus) <p<0j6#K:**n6Jfe^«K±©«l* >/^^3Bt I b 



ffiSE#¥ 11-3089365 



11-096073 



M. Scarborough, WO 92/08472) £>*l£„ 
[0 0 2 6] 

any F©35, ^SiSeSrSe^^nny K*\ »5v^#I#ge 

v^l^nny F^>^ Kfctt, #febfc^m ( ;^<Z>£?&-9-:?nn y 

[0 0 2 7] 

(polymerase chain reaction) &£J§ V>T#& Z. t ^^iCLTf^S^L 
[0 0 2 8] 

F^^ F&3- F*53tfc^fc#v^atfi^ilBaiJ*.S«K: J: 
tiS^iiTOlcbT^^r^^T^So -Tftfc-b, F^^F 



1 o 



mttE#¥ 11-3089365 



4#¥ 1 1-09607 



L »lac, trp, tac, trc, recA, T7 (*r£ft5*IUft3|Jffi 1 , *>A**t, 

B#£ft^#H, pl66, fttt, 1992^, JtoKfl^HAfff) , PG 

K, ADH1, GPD, MFal, SUC2, PH05, GAL1, GAL4 (ff^-ffc^H^HJ^ 1 , $yA 

vi4&&xma* u^it^m. P215, 1992^, wcai^ha 

[0 0 2 9] 

#»S1*T%J:V\, BtegBJCfcUTtt, (Maltose Bind 

ing Protein) , {fji* S - h 9 7 ^ ^ _^ (G i utatione S -Tranfera 

se) , HX7*?>-*y (His-Tag) ^^©IR^gaS^Jf 
[0 0 3 0] 

[0 0 3 1] 



11-3089365 



!%%L i 1-096073 



[0 0 3 2] 

ma (a) w (b) ©^f^uy^^^^^ « 

[0 0 3 3] 

(1) y.=rvrf (a) 

[0 0 3 4] 
[0 0 3 5] 

«fi«^*7^ hW^-if (Protein Disulfide Isomerase) 

aywr & - £ *» *f«"e* * - 

[0 0 3 6] 

1 2 ffiftlW 11-3089365 



11-09607 



6 £ttS!l Ki^oT^ £fc#T*£<&. 
[0 0 3 7] 

?*-J}/m£B.fc?Z>'gmm£VTl*. fWfttCteVl^ K (naleinide) 
S (R. J. Goodson et al., Bio/Technology, 8, 343, 1990) , JtJV h if U 
y^.;i/37^f K (orthopyridyl disulfide) H (M. Yokoyama et al., Biochem. B 
iophys. Res. Commun. , 164, 1234, 1989) , fcf —J]/Z.J\/7* > (vinylsulf one 
) S (Shearwater Polymers Inc. Item No. M-VS-5000) bft&fi^ ig 

1000^P>100^O®ffl^ <fc *J#£ I, < fi2000~ 5^©®H**M^ LV^ 
[0 0 3 8] 

[0 0 3 9] 

^ tt * X it £ ttlfe tc - 71/ £ £ BL ft -T Z> W m * 5: >t "T 6 # U # * */ 7 )V * ;V 

g IZ U * 3f */ 7 )\s * A JJ< U x - ^ ;b f -5 . 
[0 0 4 0] 

1 3 ffiSE4$¥ 11-3089365 



1 1-096073 



[0 04 1] 

(2) TsT-V? (b) 

[0 0 4 2] 

±S3»flsicj:y, 9figfctSt^-«yhWKi:, aKU 2/7/1/ 3rA/JK 
[0 0 4 3] 

0 *^>f >j££T?&S&3ltf&£#, RS?;*/P7-f F*g#©#*#ft£S*iTV*fc 

y M*<zHfi©2?*/i/7-f Kigali, ^CD^i^tfio-if^rLny hi*©2?;*/i/7 

^/ 7 -f fc L T v > 6 x >f >$«<z><@£Sc £ T* * £ 3 £ ifi&m T* & 



ffii£#¥ 11-3089365 



11-09607 




5 J: ? fc««T***W;f J: V\, 

[0 0 4 4] 

K & ^ b T V % £ V 7s t- -4 y B, & £ ftS © * * - 71/ m & & tc V * 7 K J WL IC g 

[0 0 4 5] 
[0 0 4 6] 

fa*??- F , e»6CHH-BS||*'r*-9-^3.-y h^y^ F ( a If^'a.-y IC 
jRlb (GPIb) ic^ts. Wt^JRlbB:, 

ji-f^yFm* (vWF) ^^i-^>3i:icj;oTjfii^^cgB-^-t§z:i:^e> 

tlTV^S (J. P. Cean et al., J Lab. Clin. Med., 87 , 586-596, 1976. K J. 
Clemetson et al., Thromb. Haemost., 78, 266-270, 1997) . $£>IC> CHH-BCD 
a ^{CGPIb^^J^^^^^-^ - £ ^M,m S aiCO^^'Jffi L £AS1051tC 
*tllil^?Sffi^#S't<2>-i:^©^4xr^S (N. Fukuchi et al., WO 95/08573 
) 0 N. Fukuchi (WO 95/08573) J±, AS1051CDig§§2££ IT, CM-Bfr (DMft 



11-308 



#5p 11-096073 



$e>fC, AS1051&:3- K-t6itte^£?n-x>^U CHH-Biti©-9-^nrL^ h 
#T9->jSaSJCit»S*lfea5liS[AS1051 (AS1051-Ala) £:*;J^T*#l3i£it:& 
[0 0 4 7] 

T?^S*lfc»*SAS1051CD3fe3fettK:oV^Tttm[tiT«e>^ ^rf Fl*[<Z> 
ti&^r^as^. frt-if, ^»»&fflv^T383SUfcASi05icD5cjttti:, 

•e*«fc#iie><x*r9->iiii# casiosi-au) <Dmm^^\n ^>mmm^ 

[0 0 4 8] 

AS1051fcJ:tfAS1051-AlaK:o^TH*fc©&#T?£tt, mZMLZft 
ASlOSKOjgfjUtt^ftlCfiV^^^ttaStlfe. AS1051-Ala 

%» «» s n & ^ o fc . 

[0 0 4 9] 



/±J|E^f¥ 11-3089365 



11—09607 



[0 0 5 0] 

SSI, if A, ##D. X fro, ifijfo&tt&^-rS'C^Ktf 

[0 0 5 1] 

h©**#^^ K^*«ASi05ii:R|«©jfii/J>«*^iaiF?Stt&«» 

[0 0 5 2] 
< 3 >*»WCD/<^ K©M3fc 

[0 0 5 3] 

Mft&lCteu fttfB©/KUx^^>^i; n-MfcStlfcAS1051tt, CHH-B&tfASl 



fflSE#¥ 11-308 



11-096073 



[0 0 5 4] 

«©&«>©*, mmM*<D&&%m&bx%&^o 

[0 0 5 5] 

&t«#, mmn*. man*. &m&&* «»«#*© 
^?ft<D%WiX'3bvT%$i^ifiztib<Dt>*>T'mmft&$+ fern*. 

[0 0 5 6] 

AS1051©#£jCtt:, ^^^f K©itLT, «#0.1*g/kg~100«g/kg©*BHT? 
[0 0 5 7] 

[0 0 5 8] 

CHH-Ba^SeK©«lK^^n-->^ii, N. FukuchiP>©#& (WO 95/08573 
[0 0 5 9] 

(1) • jJxU #X • *'J^!il^0mRNA©iffi 

*a*/i/x - • *y **;*©« fcurnu M%KmikmmizrmffiL 

, ^M^*T^#Lfco r©«J»1.7g&RNAftllffi* (4M ti^T-y^A 
>f V^S/T*- K O.lMh U X^(pH7.5), 



ffifiE#¥ 11-3089365 



11-09607 



, o.i%v^U;i/-tf;i/=i^;i/f- h y 20«itf I '^jKy h n^/ft^s^-f if- 

(3f*y^>f ;*7*±$g) £ffiV^#Lfc 0 3 10000 X Gf 10^^31^ 

ttffittt UMgtfb'&S/^i^ lOmM x^- b> £/7 ^ >E3g^^-^- h V V ApH7.5) 
ICMMU 30000r P m, 188^ 20TC T»3&&#H U iRNA 600/*g£#|t Lfc 

o 

[0 0 6 0] 

^RNA^?>0mRNA©^li, P0LY(A)Quik mRNA&ffi^f v V Uh?^^ 

RNA^^^SOOytig^^-y :Jd T*^AiC©«$-fr> W^jlS«iK200^1*e2ia. 
ffi£ilM^200/4 lT?3|II;ft5A&iSfe&ffc, 65*0, 200 /i lfiD^ffiifttS: 4 9 
A&aiia3l3:<5£fcfc:J:y, mRNA (10 /ig) Sr^l6«H8Ufc. 
[0 0 6 1] 

(2) c DNA©M 

cDNAfflMlt TimeSavor DNA-g-f£3f */ h (7 7 ;i/^>7*±|g) Sr^V*, 
^>yh®^nb3-;HCtotffo^ fiP*>> »8lfcmRNA3#glC, ^> 
^^t7-^7>f7-0.3/ig, lmM i/'ftxi/>f h-^ 3£J&^Jg&-g-tf 

[0 0 6 2] 

>t\Rj£*lC»#U 12TCT30^, 22TC-ei«ria i SjSS*TcDNAS:^Ufc 
o Se>lC65TCT*10^-f>^rn^-hLfe^ £fS?&£ 7 a: y n n 

, 400XG^2^ra»4>^«t , r'6ii:JCJ:y*SlS©^ r ^>f > 7-&fiS^U 
it 

cDNA (3 fig) 
[0 0 6 3] 

(3) cDNA7^f Zf^ y — <£>fN$£ 



ffiSE#¥ 11-308 



1 1-096073 



±9B^#&*lfeZl*«cDNACD||aBJC, TimeSavorDN McSsftODEco 
RI/NotlT^T"*-*:, *V h<D?n h n-;WCt£oT3I3£bfc 0 flp-fc, cDN 
A3#g. EcoRI/Notir^*y^-3/il, /tfU b> n-;i/^»?£30 a 1> 
ATPM1/»1> T4 DNAU^-if 1 /tl&»£U 16T;T 1 8!N8l3S*&RJfc& 

ATPi$1.5/tl, T4*K>j *^b;f^K3f^-1f 1 /elfeill^ 371CT'30^ 
ffr$-fr, 7*V#-tf>5* ^©U^HftSrfTofc. £/S*«:65 , CT?10 

[0 0 6 4] 

7#:/*-&H5fcS8lC3ft*SLfccDNA&, k>#7 7 — X?^^ # — XZAPII 

bfco flP*>> 7#*7#-£^L£cDN A400ng£*fU X ZAPII/EcoRI/CIA 
PT-iAlAg, ISfifl (lOOmM hU*filft(pH7.6), 25«8fi'ffc , 7* , *S">Z* 
, 300mM fiftth'J^A) £»U $ £>ICT 4 DN A U &-&tf#jRHeB 

[0 0 6 5] 

±SB© «fc 5 IC L T» fenfcjfiil^. 77- $>D N A0>/t 9\t. A y >r 

— Vyy^V hGIGAPACKII GOLD Uh5*S?->tt8) £J8V\ **;f©7"D 
hn-MC^otfjofe. BPS* ±ffi©cDNA&jieUfea.ZAPII7-ADN 

mz&VAv>r-y'yy$:tf-Dfc 0 Z(DRmw.iz5oo^Wy7-^mWL (0.58 

%#Lit1- h V V 2*. 0.2%li6»7nJ/7A, 50mMh U X^(pH7.5) > 0.01%i£ 
[0 0 6 6] 

>^fiJ6iR©**S:Mv\ £««fcbT:*j§»E. coli XL-1 Blue (*h9*S> 



11-308 



^ 1 1 — 09607 3|£ 

->t±m) *m^x7T-v ; ?j-7^v--&4femist=. e ajgisomm©^ 

. 9 A lalk v;i/h-X0.2%) 1 OftJC, 1 ^ I/- h ^fe U 20,000 

[0 0 6 7] 

< 2 > @ gtot^Jfigt© to <D 7 U - 7 D N A <D Mm 
(1) RT-PCRj56KlJ:*B»ate-7-aJ^Wf^O«(B 

*D#;i/X • jfcU • sfcy ^^&©iRNAS:Sfii:bT, RT-PCR 
j*JCJ:y KB^0Jfil/>«*g-£IEW'*:7^ K&n- FtSDNA 

[0 0 6 8] 

IB#I##1 (N. Fukuchi et al., mW) iCga^c©^:/^ H"CDT^ JWMW*. 
=fc£fc. n K>©ttS«D^fcv*fir/?r&jt.e>tf, RT-PCR (38MEJ£jKy*9- 

0 fib. IB3W§2lCfcV^, 3*g&tf 6#g<Z)j2* l/^KteA&tfGCD. 

1 2#@©^^ KttT, C, A&tfGCDS^anf&S,, @2#|##3 

[0 0 6 9] 

> -fcffi^>f7-«:J8v*TRT-PCR;fefTo&. 7 7-XhXh7>K©^ 
li^RNA 5 figiZMV. 3S»«g^»|gSUPERSCRIPT 1 1 (GIBC0*±§g) 2.5/tU #£g 
UlC*f!f07 7-^ K««*20/tl, O.IMS;^*^. l/>f h— /1/10/c 1, 

10 mM dNTP Ssiltz&'&Ls 42TCT* 1 IMStT77-X h * K 

Kfil»lft5 jal, PCRiRjSJK«?Rl0^1, lOmM d N T P 5 n 1, zf<5 



2 1 



fflffi#¥ 11-3089365 



4$5p 11-096073 



WW HHD 95^0.5^. Kid. WC2»fcl*-f» 

[0 0 7 1] 

(2) Jeffi»fi-fflS*BB^*S 
iBBilCtTW**""^*' pCE-ScriptSK (+) = 

„f-«L BUWtBTC^lO^***-^ *-***»«**' i<5RfS 
T >^^U^hU^100, g /..).C^i,-^^^bT37 1 CT-18 W ^*U 
(^^5-?B-^«K C ° ld SPrinS Harb ° r PreSSlB 

^Hip'robeffl^n-^vm^SSBE^?:. DN A A 3 7 3 ( 
13re,erse CSS* <«> » Hi---f">* — ®*SSKlS6oTdye Ter 

^@^^KCHH-BamSeK©^^^^ (AS105D 

2 2 ffi*E4#¥ 11-3089365 



11-09607 

[0 0 7 3] 

(3) zTu-zrowm 

pCHAprobefc, f n ^S*lfc#AWi>!r©lfSBJC#*£i-*«f|fi#*SacI, 
Ba«HIT'^J»rb, 2%Y1$U-7.>f)\,<m$mmiZ.& »J340i£S*ftf);*:£$©DNA 
Wr/i«:#lfcU D N AlnlJR^r V h (* * 9 E A S Y T R A P : Si@Si*±$g) £M 
V\ 3fy h©^n h3-;i/iC^oTDNA$:IllJRbfe 0 r©DNA25ng$: % [ a 

[0 0 7 4] 

cDNA77-^5>f ^y-fr&ASlOSl*^ KCD^«&3- K^SSHS^ 
[0 0 7 5] 

ftflB^J^CbT A ZAPI Ic DNA77~^7'f !7*:7 U — <Dzf<5 - 2 

'J^IbT77-^^j|bfct, 80Tc-e2era^-^>^-r*ii:K:j:»; 77 

[0 0 7 6] 

3©7^r;i/^-Sr, 32 p v^;i/^^n-^i xio 6 cpm/mit, sxsspe^ 

WW. (20XSSPC: 3.6M^fc-7-h U 0.2M V h y -7 A^»^ P H7.7, 20m 

M EDTA-^hy^A) , 30%sfc;i/A7$ h\ 5Xf>A^h^ (lOOX^A 
: 2%y*sitmTJV'7$ 2 % 7 4 3 - ;b400, 2 %jtfy tfn/i/fcf □ 

y k» , &m.5%sDsz^timwitpT*. Z7xzx'i6mm^y"v-$t^x^ 

t=. 0 Z<D&. 7-f;b^-i6XSSC (20XSSC : 3M&jti- h V 0.3M^X 
>»£th'J9A) , 0.1%SDS*TfSajCT2|g, §biC2XSSC, 0.1% 



2 3 



ffiSE#¥ 11-3089365 



11-096073 



S D S *^50"C iCT 2 ®$iW U 7 4 JV * - C#4#£»«C*&-& L £ 7°U - :/ 

2cbfe 0 £<7)-7>r;i/#-£Xii&7-f ;vahp20 (7^'7>r>»i/A (80 £) ic-80 

[0 0 7 7] 

f9e>tlfclBffi^n->(Z)aZAPIIc DNA77-^iC A,/I//t-7 7- £/ExAss 

ist Uh7^^->W #7>;1— u-^i/y*-*»i8*ea>s 

>^^X^ KpBluescriptSK(-) (* h 9* y->*fc*D C>EcoRIg|S&lC#A£*l£: 
^ K&IM8U DNAJ/-m-A3 7 3 (7^7>f ^M^^^fAXti 
[0 0 7 8] 

Tfcy, **l^*l£&*#l/TV^^;*.i* FfcpCHAl, pCHA2, pCHA3&tfpCHA4i: 
4k&hlL. J&fepCHAl&flSfir-rSE. coli HBlOl/pCHAl (E. coli AJ13023) Hu 

f§3 0 5 H*B3««*o<tfr&3K-TB 1#3#) tC, FEBM BP-4781tf)^f£# 
[0 0 7 9] 

[§6J6«2] CHH-Baag&K (AS1051) ©*jfttt£ ©41191 
gil«:A4lfcV*CHH-BafcSB*t (AS1051-WD 0*J®»fC <fc *!&£$©&£& 



2 4 



ffilE4t¥ 11-3089365 
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[0 0 8 0] 

c -£<Z>I£. 5' ^!®^7>fV-i:Ltit ^^^©5' 5fc$glCNcol3|S&£ 
JffciiS J:-MC, NcoIEieSB^J^^tf^^^V- (ASBN : IB3«-i§- 7 ) Srffil^ 
. r©^^-fV-{i5' tKMHCASIOSI^^ K<0N5fcig7S ;i©7^ 

fcV^T** V** K#^10~12) fc^LT^So f& ^©^n F>tt, Ncolfg 
SKSI^I (BB^J##7(CfcVNT5?^ l/^-^ F8-13) tn&LT^Zo 3' 

8, Hindi I ISaKBB9tr« 5t ^ l/**" F#-5H~9) „ 
[0 0 8 1] 

-hSE^-fV-fciSv^PCRMffrtCO: »J % AS1051^7^ Ffcn- Ft-£*te 
PCRMfSli. 94101550, 35X3 1 £\ 72TC 2#& 1 U 2 

5-^>r ^;i/^yigbfeo PCRM/iB?K$:^xy-;i//^nn^;i/A^bTTa qtf 

ttJR«StC*»;»a8Lfe«, iWR#5RBs»HIi:HindIII^?gfl;Lfc. i(DDNAWf>t 
MI5SMBamHIilHindIIIT'M^Lfcy^X^ FPUC18 (Sig^ftig) £^>f 

Tn>tf^> h-fe^tCTE.coIi JM109$r^^b, T> tTS/ U >^>^l/- 
h£T371C, 16#|S9ttgL7£5t«3tft&ft&. 
[0 0 8 2] 

iflfcflll^ey^iJ'J SD S&lCT^Xi- K&WIRUfc. M13M4 
:/9>fV-fcM13RV:79>f^- (il^lCSTgji^) fcJSW 377PRISM DNA*/- 

F#*3SSftT^S -mSgbfc^'^X^ F&pUCASB 
NHfcifr£Ufc. pUCASBNHS:WK»*McoIi:HindIII-e?Bfl:U, T^n-X^m 



2 5 
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xecoH jiiogtffftcai. t^'J^^-hc^. 

[0 0 8 3] 
< 2 >^S?CHH-B a «S B 

B #a®Wf^»»T»=>lMI=«t«e« (AS10M-AU) ffl* 
»«C*****«>««* BT©a«eoft. PCR Protocols (Academe Pres 

tMKW-ai (■***-» fc«jtc**bfe^-fr-Biia (SB 

*«*g) aca**8) fc KfeC**UfcAS» 

!*(■»!«# 10) *J^P«KJ«ffofc. *ft«i«>K«My«**''* H - 

*fc «MBW«(lIi:Hi-lIiTJIMbUfe^*4FpWi8(aa«tt» 

v , T3 Vtf^h**SCTE.coliJK109%*K**l~ T^i"^*^ 

2 6 mSE^^P 11-3089365 
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Fi)mm2ftT^z>z£zmm.Lfr 0 &mLif7?x$. K^pucASAia^ 

$}£Ltz. e pUCASAla£MPg^igNcoI£HindIIIT'8!fl:U 7*'D-^;i/^ 
»JCT400«[»M©DNAS:^||»jRUfc. 3©DNA£2ggi/^ # -pTrcHisA U > 

coli JM109&JgJUS&U T>tf^U>^^l/-h{CT37t:. 16^K^*L^ 
KKftft&fcfc. 3CD^lC>ftMggLfc#&^'<?#-£pTrcASAla£ifr£L£ o jgjjt 

[0 0 8 6] 

IMMffl 3 ] AS1051-WT^J:tJfAS1051-Ala©«gMLtCJ:S?gtt#CDfl|t|9 
AS1051-WT& J; AS1051-A la<DE. col i IC J: £ £jg 
< 1 >AS1051-WT£ J:tfAS1051-Ala<Z)£fA#tf)ilf§g 

AS1051-WT, AS1051-AlaO-en-?*l©«3K/<^4t-pTrcASWT, pTrcASA 1 a £ 
■t&MMfemE. coli JM109&, «P75^3 &ffiV*TL-broth (AthhV^h 

>ix, iftx^^o.5i i&ffc-J-hu ?ao.51 r>f^u >^-h y ^Aioo^g 

/ml) cfi, 37 , CCT^#L, »£#0.5tc£Lfci:£K:iPTG (>f V tf;i/- 0 
9 is F) &10mlUCfc6 J^lCgSiHU $ £ lC37TCT*4Bf ITO 

a#Sr3S^ltK:i:yiajR, 0.5M EDTAjgttlcBfft&ffiffi 

LU!/^-A$:in^T^MT'l^#gLfc„ i#®»$S:lfmi (20 
OW, 5#) £ffl^Ti»U ffiWm*mfoftMtZZ.}lK&ymAfc (inclusio 
n body) ^HumtLXm^. 
[0 0 8 7] 

<2>AS1051-WTfei;t> , AS1051-Ala©#^ML{C4:SM«^©m# 

#e>*lfeifA#&, 7M£»$r7-$», lOmM EDTA£-£tf0.5M h U^%Eftttff 
m (PH8.5) JC*j*Ofc|ft, 2.5««©3!l«2fcS:jDitfc*, 4T3Tf-ft»fLfe, 
Spectra Porl (Spectra^) V^^Jr)g|£jg V*T\ 0. 9**16* tC*f 
hTWSxZftW $6^**7- £»£|&V^o AS1051-WT, AS1051-Ala-etl-?tl© 
W6x%l&<D%&WL*fflfcf} 1 7 2± (Pegasil 0DS300, ir > 2/ a. - iJ^frSg) £/gV^ 
I3i^n7h^77^ (HPLC) C«fcy#Wbfcie*&Bl3K:a*Lfc. AS10 
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#**ofc. AS1051-Al.®a«f«©»*tt. l/9*D0.51I|W7:/*-9*« 
ffft (PH4.5) CM-T0Y0PEARL 650S (2.6x40cm) *»V*fc>f 

*5AC*fa*fe^ *** A (SOrtlWIT^-^li* (PH4.5) ) & 

tF«ffi«B (ojaawr**-***** (p H6 - 4) > ft*********- » 

A:B-75:25©»«1?20d»ffia*fe«. A :B=75: 25*^ A: 8=50:50^0) 

y-y^^b (so^) T^mi-***^*®***^* 1 - r^tt, mm* 

*lfcAS1051-Alafc£trJ8ffiW#«:#fc- 
[0 0 8 8] 

[^16«4i ASlOSl-AlaO^/I/^V WC#^£#tMffif^ 
81#BOS,^^>JWftT9->«»IC»bfcAS105«aK (AS1051-AL 

if, Bio-Rad Protein Assay (Bio-Rad^) fcHv%fc 

^ B 7^SW«, 9S/JttT^> (BSA) ft^*>4f-FfcbT 
ffofc. Hartley**;^ h (* ttfi200~250g) ft«V^ UAS10 
51-Ala (300^g/kg) *SV.ttfe3aflSr***«:WBT?3ia*^ bfc - 
.l/kgTff?V^ 4l*lCn-10Tf«ofe. 3EB<D«^e,3lB«, 
^L*tl**lJCAS1051-Ala (300*g/kg) (»=5fo) **V*tt£**** (-5 

HKOJftUh*«fc. (Sysmex E-2000, 

ut?**» (as/as») ©*jcjfit/h*©*bv^««iie>nfe. 

**T?**«##AS1051-Al.T!*** (saline/AS») T*tt, Ktt/J^t5t*^ > b 
n-/l/* (*«#&tf*«a#fc*K:*** (saline/saline^) ) fc^«t* 
AS/AS»-CJi6nfeJfil/h*«^^ tfra^K!J:oT^6»nfeASl 

051-AUCOffl«ttK:fiH , r*%©T?**^*^ &,lfe - 
[0 0 8 9] 

2 8 m«E#¥ 11-3089365 
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$ bKMlkLtclhWLfrb. 2kfr#it (4r, 2700rpm, 10#) ICckoTifil^S:^ 
HI/, AS1051-AlalC#^£ffi&©#£:$:ELISA ( enzyme- 1 inked immunocorbent a 
ssay) feZm^TWlELfc. ELISAM96jr<c:7L/ — hlCAS1051-Ala (l/*g/ml) 

W^&ffofc^, 0.05%Tween-20£-g-tfPBS (phosphate-buff erd saline) 3 

MgG(H+L)mfls (zymedftjg) £#f^\*y:7 7- (0.05M N U ^StK (pH8.1), lm 
M MgCl 2> 0.15M NaCU 0.05% Tween-20, 0.02ft NaNg, 1%? Z/lfoffi YA/ZT * » 
•e50(HffJC#flbfc**€:50/tlJlIA., 37TCT*lB3M8l;ttffl/fe. # ^ ;i/ £ 3 
*£tk lmg/mltf^-fe^^ (p-Nitrophenylphosphate) (1H*?X# y — JIT * 

XpH9.8)/0.5mM MgClg) &flH;t, 7&mWHaRJ&&. 405im©«3feg£»j£ L£ 
. AS/saline^i:saline/saline||0ASlO51-Alaii-^^ 
— >^©9a:^/JCfcW*®3fcS'fe^Lfc. AS/saline$¥-ete, AS1 

051-AlaKHg^-r«tni<*©#^£^Stlfe. 
[0 0 9 0] 

[HifeM5] AS1051©3KUx^l/>^y (AS1051-PEG) ©§g 
» (1) #^*5000©PEGft»£«:JB^fc#j£ 

#IM!©sKy x^-i/>^u n-MHSSSC (AS1051-PEG) ®WSIfcj:JKTK:a*'r 
*«6JCJ:yffofe- H*#|3 tBiaiJCLTE. coli£M^TSt§gb£:AS1051-WT© 
fJAftfc, 7MiftHyr-^>, 10«M Em&-£fr0.5M h y (pH8.5) 

[0 0 9 1] 

Zl©3IMfc:0.2mg/ml©$gMlCfc& «fc^lCVL/>f $ FlS&Jeo 
5000©jKy x^- H-;WbK^ (Methoxy-PEG-nal,MW5000, Item No. : M- 

MAL-5000. Shearwater P lymers*±$g) fegsfltJU 3l|iagMSlfc 0 3(Z> 
Spectra Porl (Spectra^) fcjg ^fcjStfJKfeffl ^T. M&ttttL 
T38«fS:ffv\ IfeBfc^T — ^>€:Bfev^fc. a#f«©»*tt 1 / 9 #©0.5MBI»T 
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y^-V i+mmWi (PH4.5) feJD*.fctfe % CM-TOYOPEARL 650S (2.6X40cm) 

(pH4.5) ) 3fctf»fB«B (0.5M#»7>^- ( P H6.4) ) £J8V*T* 
*ffl&fMi, A:B=80:203^e,A:B=70:30^\©>J-r^9^X>h (20 
#) *ej8ffl3i*fctk A:B=70:30^feA:B=55:45^CDy— h (30#) 
«m-rSi:^^%©T^o^ 0 r^tt, 3»§g3ftfcAS1051-PEG€:^if?§m® 

[0 0 9 2] 

(2) #^*20000©PEGfcK£feflJV*fc#i£ 

#38^<D#^*2OOOO07}f >J y a-MtftteS (Methoxy-PEG-raal,MW2 

0000, Item No. : M-MAL-20000, Shearwater Polymersftjg) t:fflV>*:AS1051©d< 

yif 1/>^'J n-;WfcSQjR (AS1051-PEG20000) ©H|g«J^T© i-ptc^o 
fc„ |g««3 fcHI^KlLTE. coli&#v>TM«LfcAS1051-OT©i£Aflc£:, 7Mf& 
MITT-Vy* 10mM EDTA£-£&0.5Mb 'JXHtift* (pH8.5) jC»j»Ufc«, 

ooo©sKyx^-i/>^yn-^/fl:3*ll«:*inu 3WMgife„ zom 

$£Spectra Por 1 (Spectra^) Zm^t=.m%im*M^T, 41A**IC*fb 
TjSffifcfrV*, *B^7X*?:/&|jfc^fc|k TSK-gel CM-5PW (0.75X7.5cm) £ 

$ (PH4.5) ) fc<ktft§m$B (O.SMSiy^f-fAilSSi (pH6.4) ) &JgV* 
T^m$-&fc 0 »ffi^frtiA:B=100:0*»e>A:B=40:60^(Z>y -7^7^l> h (20 

T*|§fficSi±fc^, A:B=40:60^e>A:B=0:100^CDy 17^7^I> h (5;£) 
T^ffi-t^V^fcOT&ofco Zie>bT, *f§g£;ftfcAS1051-PEG20000£#t? 

AS1051-PEG©H5t 

#&*lfcAS1051-PEG©4>TF-*«» SDS*&&JfrCJ: y jK y l/> £T y n -)]/ 
fta*lTV^V^56©AS1051-Ala (15Kda) {Cit^, jj$10Kda;*:£ v>25Kda^& 0 
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M(D2m<D±Z2tLLTm&Ztl2>Z.£frb, 1 ©AS 1051 -PEG JC 1 ft?-(Dtf 

fc, AS1051-PEG20000©5>^*», AS1051-AlalcJfc^, £j40Kda;fc£ V\55Kda^$> 
AS1051-PEGi: im=gliC 1 ^©AS1051-PEG20000JC 1 rffy l/y ? U 

(#^-*£j20000) ^lti>5 3i:^8IMe>^^ 

[0 0 9 3] 

#cic, ASi05i-PEG(fKO/Ky x^i/>^u :3-;i/©jjg£&S£^0fficz>s/X7M 

>^a®^x;i/-7^f Klg^©^$:, &T©J:3MTo7c 0 AS1051-PEG ( 
100 fig) £2mM EDTA$r#t^0.1Mh U ^^^«?K(pH8.5)it»T*y S»:n> F^T7" 
(5/*g, fD^^^) fCJ:oT37TC, 5^«^K 
(Vydac 218TP54, Vydacftfg) ^Mv>fc^^^ U V F 7 >f -£J5VMT# 
^Ufco 0.1J[hU7;Wnii (trifluoroacetic acid, TFA) &-£ti 

*/7 1 h - h ij ;i/<Z) ij '7 ^5 ^'x > h (0->50%7iZ h - F 'J ;i//10;$h 50-> 

looxr-fe h-h y;i//5^) jciyffofco 3^lt, y ^Vl/x;/ F^^- 
lfT'MffcSftfc^:^ F^fctf-* 1-6 tlsTft&Vfr (MS) 0 
[0 0 9 4] 

F^tf>7^ yM^*f«, yn^-r>i/~^X>-l?— mode!476A ( 
T^^-f hVWtfS/X^AXftJg) &MVMT:?To£ 0 If- ? 3 fcMRftlC 25«$/ 

* FM£> 22gS-£tf 1 *<DK7?- F^#i?;wi/-7>f K^lc 

ioT^U, -£ft3#©/<>^ F^«fc yjE£3=btf)7?&o£„ ^(Z)tf-^ 5<Z) 
^:7°^F^£, $?>lC10«M^mT> ; E- , 7A^«^cf-eV8^ , I3^T--fe* (5/tig, 
fD^^^) lC«fcoT25^T*24l$^M£fi L VV W&ti^bs (Pegasil 0DS-II 

o O.lftF 'J yMuWW. (trifluoroacetic acid, TFA) £-^tf7K/7 

th-Ny^®y-7^7^x>h (0-505&7iZ F-F y;i//20#) iCiy^o 
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[0 0 9 5] 

fcAS1051-PEG©^x;i/7^ $gg$*lT^3AS1051 (N. Fukuchi e 

t al., WO 95/08573) , V*ttte©S«©J8Sfi#«BKi: RI»T?»o fee 
[0 0 9 6] 

[HMM7] AS1051-PEGtf)>f >tf hn{Cfc»S^fi 
< 1 >Jfe/h«*ftK:^'rSASlO51-PEGCD|fi*?Stt0iMS 

5 *e#e>tifcAsio5i-PEG©jiii/>«KiiK:»-r siawfSttfDWStt. 

£itl;tfc#t lOOOrpm, 15^W»^IIt&ff V\ AS1051-P 
EGfiJ:rJfAS1051-AIa©jlli/jN«»^|fi«?Stttt, jft/h«££«£&fi (HEMA TRACE 
R 801, -^A-f^^x^^ttSi) iCioTMlfe. 100/il©#ifil/jN^« 

l/10*©10#»ff©*|fcjgeftKSao^, 8^^]fil/>|K^©#^S:^Lfeo 
**fKi@4Mt2:LT, 'Mhtf> (1.2mg/ml, S/^Ttfc») , 37-^> (10 
/ig/ml, xAi/-^f>fA;» , T^y^^ZlU^^ (10/iM, xAi/-^ 
■r #;i4£§g) 2rJgV^ 0 07 JC^Lfcity, AS1051-Ala^it^AS1051-PEG©U 

[0 0 9 7] 

<2>jfli/jN«{c^tS7^>if;i/^^>KS^ (vWF) *g£K3F?Stt©W£ 
ASlOSl-Ala&tf AS1051-PEG<Z)lfil/.h;& t vWF i: <Dffi-& IZfttZ BBS & , Hjfeftiil 

/bWtt 125 i^KMty^y^Jvf^y .KB* (vwf) feja^Ttn^fc,, 

[0 0 9 8] 

^SModogen (Piearce*±$g, 0.5ng/ml) CD^# P P ;* # >*«1.5«I 
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*J#fe«^*vWF (0.19mg/1.5ml) £ Iodogenfc ©JBfl; - ^JCAtU Na 

125 

^> (BSA) T^ny^r^^b^LfcPDlO (Pharmacia Biotech^) #5A{C 
7^>f U TBS (20aM Tris-HCl (pH7.4), 0.15M NaCl) T^ffiSr^fofe. 

Vy* -Packard Mult i Prias 4&fflv^T*)fe L£„ 125 I-vWF£#< 
[0 0 9 9] 

#hn**>©»»ttjaT©«cf?ofc. #^n^-s;t75* (Botrop 

s jararaca) <Z>ffi#]*£tt«ft (SigmaftgU V-5625) l«*20«lCD0.9XA«*K: 
*#tk »4>#*lCJ:y*SI4&*l»£, SephadexG-75 (*5X90c«) 
V^fc^jiiiSfjofe (®Rf**:0.9XA«[7K, a5»:4«l/^) . 15«l-fo:7 9* 

ismy-ftML. fg-M^ (7^? £/ 3 > No. 49—58, 150ml) £^#> % 1M Tris-HC 
1 (PH7.4) Zl/10mMZ.fc&, DEAE-T0Y0PEA8L 65 OM ( * 16 X 300ma) iCPR^Si* 
, MCKDmm^m (0.15M/200#, 0.15M-+0.4M/400#, «at:0.5«l/#) T*?§ 
mbfco ffittl^ (570~630£\ 30ml) WhDtf >?:#fe 0 

[0 10 0] 

B£ftJfe/J^«©W9mjS<T©*K:fTo £ 0 1/10^©3.8%* x>K^- h U ^ AS: 
SsitJLfc, M^Acfc U^lfilL^iTjPJfil?K$:900rpmT'15^^i>LT#fcll h#jfii 
/J>*Jfil» (platelet rich plasma : PRP) fc. £*i£HH§E©, 

^nKSSfft^o-HU^KiBlif* (PH7.4) *iirtf0.i5MM;^hy*A*?§ 

4 TC Ufc. »^«K:J:yjlluh«&iaJRU 
20aMi;>Mfff«[ (PH7.4) £^&0.15Mi&ft^ h y A#»«T? 2 0gfe^bfe o 

[o i o l ] 

Tyt^^f^S^x;^^ h (Mi llipore Multiscreen HV, Mi 

lliporeftgg, 0.45#M) It. ^ftljBSA/TBS (lOO/il) x/WCiH;*., 
MM** 3 £ tCi y 7 4 )\/# — <J)y*n >y ^>^$;^ot. ffc&GD H£ft jftuMg 
M*tt*TBS7*10ttC*ftl£M|teo*l, «H*>^fc5/»lJirA, ££lco. 
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8/ig/mW^hU±^y (±SS) , &5Wi2.4mg/ml(Dy 7. h±^y (Sigmaftlg 

) £^tf 125 I-vWF?§$£ (jft800,000cpm) 20 tilZMX-T, 30^#fllLfe. 

J: »J 9x^/«P©»»iS:atjiUfelfe, 0.05% Tween-20£-£&TBS (100*1) fcj&H;*. 

V-hP^^y* (Millipore^fcag, M#MAPK 896 OB) Sffi^T7-fM-fei 
JRU 6ilS*^fl/>fa-^ftlt, Packard Multi Prias 4£/B^T 

[0 10 2] 

0Lh©<S*, B 8 U «fc 3 IC, AS1051-AlalCfct^AS1051-PEGtf) Hj£-ffcjfil/J\ 

«{c#f s y h -fe =f- y £ <fc tftf h n -fe * > ic i y $ *i * vWF|g-#Bft«?Stt 

Ji^jSv>%»0O), HUgratfT?&££fc#fllfr«>£>*lfc. AS1051-PEG2000 
0%, V^t t tlOD^^C^V^T%ASlO51-PEGi:^f^^|f-0^S^4$:^UTV^fe o 
[0 10 3] 

8 ] asiosi-peg©^;^ y h izttt&irim&U.Wi 

mMW6 CD tCfB«0>KUx^U>yU=i-;WfcSa« (AS1051-PEG, PEG 
^0^*^5000© ^0) tAS1051-Ala©^;i/^E y h JC**-r*fiLKtt«:J*«"f 

4ttAS1051-Ala^oV\TttHJgM4 £RJf8HCf?V\ AS1051-PEGtCo^Ttt3j*ffiHP 
LC{C J:S280M©S£ffilf--#Sft|fc, AS1051-Ala£JfrK-t£ Zl £iC<J: »J f?V\ |pf 
ClB«€:HC*>A^K*i:bfe. AS1051-Ala, AS1051-PEG(Z>«#*B:, ^ftl 
©tft^Cfc^Tt^OO/ig/kgil U AS-Alaff (AS1051-Ala©|rf^# 3 Ek AS1051- 
Ala©*»«#) , AS-PEGg¥ (AS1051-PEG©«r«# 3 EI, AS1051-PBG©ftj|*a# 
) , fc«fctfsaliiie:$ (saline) ©|&^^3®, £38|A&#©»I*I8 

#) 0 3»C^, n=4 CAS-PEG»»n=3) T?|i$fc£??o fc„ 09 (C^ 

Lfei^JC, AS-PEGPttsaline^JCtt^Tlftl^fitR^^^^&tl-r, AS-Ala^T* 

&AS1051-PEG»AS1051-Ala{C*fLT, W&*»KiaEjBttt^fiT Lfe * i: fewf. 
[0 104] 
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[0 10 5] 

SEQUENCE LISTING 
<110> m&mft^tt (Aj inomoto Co. , Inc.) 

<130> P-6034 
<141> 1999-04-02 
<160> 10 

<170> Patentln Ver. 2.0 

[0 10 6] 
<210> 1 
<211> 126 
<212> PRT 

<213> Crotalus horridus horridus 
<400> 1 

Asp Leu GIu Cys Pro Ser Gly Trp Ser Ser Tyr Asp Arg Tyr Cys Tyr 

15 10 15 

Lys Pro Phe Lys Gin Glu Met Thr Trp Ala Asp Ala Glu Arg Phe Cys 

20 25 30 

Ser Glu Gin Ala Lys Gly Gly His Leu Leu Ser Val Glu Thr Ala Leu 
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40 45 



35 

Glu Ala Ser Phe Val Asp Asn Val Leu Tyr Ala Asn Lys Gin Tyr Leu 

50 55 60 

Thr Arg Tyr He Tr P He Gly Leu Arg Val Gin Asn Lys Gly Gin Pro 

65 

Cys Ser Ser lie Ser Tyr Glu Asn Leu Val Asp Pro Phe Glu Cys Phe 

85 90 95 

Met Val Ser Arg Asp Thr Arg Leu Arg Glu Trp Phe Lys Val Asp Cys 

100 105 110 

Glu Gin Gin His Ser Phe lie Cys Lys Phe Thr Arg Pro Arg 
115 120 125 

[0 10 7] 
<210> 2 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer 



<220> 

<221> misc_feature 
<222> (12) 

<223> n=a, g, c or t 



<400> 2 

17 

cargaratga cntgggc 

[0 10 8] 
<210> 3 
<211> 17 

3 6 ffiSE#¥ 11-3089365 



^ #5jZ 1 1-09607 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer 



<220> 

<221> misc_feature 

<222> (3) 

<223> n=a, g, c or t 
<400> 3 

tcnacyttra accaytc 

[0 10 9] 
<210> 4 
<211> 272 
<212> DNA 

<213> Crotalus horridus horridus 



17 



<400> 4 

caggagatga cttgggccga tgcagagagg ttctgctcgg agcaggcgaa gggcgggcat 60 
ctcctctctg tcgaaaccgc cctagaagca tcctttgtgg acaatgtgct ctatgcgaac 120 
aaagagtacc tcacacgtta tatctggatt ggactgaggg ttcaaaacaa aggacagcca 180 
tgctccagca tcagttatga gaacctggtt gacccatttg aatgttttat ggtgagcaga 240 
gacacaaggc ttcgtgagtg gttcaaagtc ga 272 

[0 110] 
<210> 5 
<211> 690 
<212> DNA 

<213> Crotalus h rridus horridus 



ffil£#¥ 11-3089365 
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<220> 

<221> CDS 

<222> (96).. (512) 

<400> 5 

ctgagcagac ttgctacctg tggaggccga ggaacagttc tctctgcagg gaaggaaaga 60 
acgcc atg ggg cga ttc ate ttc gtg age ttc aac ttg ctg gtc gtg ttc 110 
Met Gly Arg Phe lie Phe Val Ser Phe Asn Leu Leu Val Val Phe 
15 10 15 

etc tec eta agt gga act eta get gat ttg gaa tgt ccc tec ggt tgg 158 
Leu Ser Leu Ser Gly Thr Leu Ala Asp Leu Glu Cys Pro Ser Gly Trp 

20 25 30 

tct tec tat gat egg tat tgc tac aag ccc ttc aaa caa gag atg ace 206 
Ser Ser Tyr Asp Arg Tyr Cys Tyr Lys Pro Phe Lys Gin Glu Met Thr 

35 40 45 

tgg gec gat gca gag agg ttc tgc teg gag cag gcg aag ggc ggg cat 254 
Trp Ala Asp Ala Glu Arg Phe Cys Ser Glu Gin Ala Lys Gly Gly His 

50 55 60 

etc etc tct gtc gaa ace gec eta gaa gca tec ttt gtg gac aat gtg 302 
Leu Leu Ser Val Glu Thr Ala Leu Glu Ala Ser Phe Val Asp Asn Val 

65 70 75 

etc tat gcg aac aaa gag tac etc aca cgt tat ate tgg att gga ctg 350 
Leu Tyr Ala Asn Lys Glu Tyr Leu Thr Arg Tyr He Trp He Gly Leu 
80 85 90 95 

agg gtt caa aac aaa gga cag cca tgc tec age ate agt tat gag aac 398 
Arg Val Gin Asn Lys Gly Gin Pro Cys Ser Ser He Ser Tyr Glu Asn 

100 105 110 

ctg gtt gac cca ttt gaa tgt ttt atg gtg age aga gac aca agg ctt 446 
Leu Val Asp Pro Phe Glu Cys Phe Met Val Ser Arg Asp Thr Arg Leu 

3 8 11-3089365 
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115 120 125 

cgt gag tgg ttt aaa gtt gac tgt gaa caa caa cat tct ttc ata tgc 494 
Arg Glu Trp Phe Lys Val Asp Cys Glu Gin Gin His Ser Phe He Cys 

130 135 140 

aag ttc acg cga cca cgt taagatccgg ctgtgtgaag tctggagaag 542 
Lys Phe Thr Arg Pro Arg 
145 

caaggaagcc ccccacctct ccccaccccc caccttccgc aatctctgct cttccccctt 602 
tgctcagtgg atgctctctg tagccggatc tgggttttct gctccagatg ggtcagaaga 662 
tccaataaat tctgcctacc caaaaaaa 690 

CO 1 1 1] 
<210> 6 
<211> 139 
<212> PRT 

<213> Crotalus horridus horridus 
<400> 6 

Met Gly Arg Phe He Phe Val Ser Phe Asn Leu Leu Val Val Phe Leu 

15 10 15 

Ser Leu Ser Gly Thr Leu Ala Asp Leu Glu Cys Pro Ser Gly Trp Ser 

20 25 30 

Ser Tyr Asp Arg Tyr Cys Tyr Lys Pro Phe Lys Gin Glu Met Thr Trp 

35 40 45 

Ala Asp Ala Glu Arg Phe Cys Ser Glu Gin Ala Lys Gly Gly His Leu 

50 55 60 

Leu Ser Val Glu Thr Ala Leu Glu Ala Ser Phe Val Asp Asn Val Leu 
65 70 75 80 

Tyr Ala Asn Lys Glu Tyr Leu Thr Arg Tyr He Trp He Gly Leu Arg 
85 90 95 

3 9 miE4f ¥ 1 1-3089365 
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Val Gin Asn Lys Gly Gin Pro Cys Ser Ser lie Ser Tyr Glu Asn Leu 

100 105 n° 

Val Asp Pro Phe Glu Cys Phe Met Val Ser Arg Asp Thr Arg Leu Arg 

115 120 125 

Glu Trp Phe Lys Val Asp Cys Glu Gin Gin His Ser Phe lie Cys Lys 

130 135 I 40 

Phe Thr Arg Pro Arg 
145 

[0 112] 
<210> 7 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer 



<400> 7 

attggatcca tggatttgga atgtccctcc 

[0 113] 
<210> 8 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence:pr 



<400> 8 

30 

aataagctta acgtggtcgc gtgaacttgc 
[0 114] 

4 o 11-3089365 
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I 

<210> 9 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer 
<400> 9 

gatgctggag gctggctgtc ctttgt 26 

[0 115] 
<210> 10 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: primer 
<400> 10 

ggacagccag cctccagcat cagtta 26 

[01] ^£MAS1051 (AS1051-WT) $r^i"S s<9 & -pTrcASWT©#^ 

[02] i/^-r>f >^^T^->^aiCg^$tlfe^MMAS1051(AS105 
1-Ala) Zmm-tZ'*? # -pTrcASAla©^ii^S:^t-So 

[03] %£^M 1/I&0AS1O51-WT (B) £J:tfAS1051-Ala (A) (DmffiW 

(a) jfctfaffi* (b) <Dnmz&mpLCT*ftffiLtc.ffi$kzm-?mo mmitmm* 
> mmtyatm (2i6n«) , ?&t>t>mm&89tm*Kkir 0 

[04] AS1051-Alatf)^;i^y hfitta^-ftO jfa/JvK«& ^0. 

[0 5] AS1051-Ala©^;i,^,y h^^#©i&?Sltfi©*tAS1051-Ala^ 
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[H6] jK U xf zr-Mb$tlfcAS1051 (AS1051-PEG) ©US?/l/ 

[07] AS1051-Ala (A) fe J;tfAS1051-PEG (B, C) (DV ^h±^>U 

[0 8] AS1051-Ala (A) £ J: AS1051-PEG (B) (D^^-ffcjfil/J^-vWF 

[09] AS1051-AlafcJ:tfAS1051-PEG<B I E/l/ ! Ey h£tt##fft©Jiil/JvKjR 



11-3089365 
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[013 



0® 



ASBN 



ASH 



pCHAl 



PCR 

ASBN.ASH 



BamHINcol 



AS10&L 



Hindlll 



BamHIHindlll digestion 
400bp 



BamHIHindlll digestion 
2.7 kb 



BamHI Hindlll 



pUC18 



BamHINcol 



Hindlll 
/ 



AS1051 |-C 



pUCASBNH 



NooIHindlll digestion tic promoter Nc °I Hindlll 

4U0bp ^ \ ^ 

. / ^ 



NcoIHindni digestion 
4.4 kb 



Ncol ' „. .... 

tic promoter J riinaill 

7^ 4 A4l(J4l ~y Z 



pTrcASWT 



J 



pTrcHisA 
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[02] 



ASBN 



ASAlaF 

-Asiosr 



ASAlaR ASH 
pCHAl 



I PCR 
^ | ASBN, ASAlaR 



PCR 

G4R,ASAlaAlaF 



I 



ASH 

PCR 

ASBN^SH 



BamHINcol Hindffl 
1^ 



BamHIHindlll digestion 
400bp 



BamHIHindlll digestion 
2.7 kb 



BamHINcol 



Hindlll 
ASIOSIAla 



pUCASAla 



NcoIHindlH digestion 
400bp 



BamHI Hindlll 



pUC18 



, Ncol Hindlll 
trc promoter wc j» 



Ncol 



NcoIHindlH digestion 
4.4 kb 

Hindlll 



pTrcHisA 



pTrcASAla 
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[@3] 



AU(216nm) 
0-1 i AS1051-Ala 




AU(216nn) 



AS1051-WT 



30 (min) 




30 Cain) 



3 
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[04] 




/// ' 



[05] 



1.25 



1 - 



0.75- 



0.5- 



0.25- 



#II§|l|f|I|I|iIf|I| 



w -• - • -•*;.;•:*;•; ;r 
■r.-.-.-!:S5:!:5:!;: 
fc-:.r.;.; ; : : : : : : : : : 

i-i-i.;.;!::;;;:!:! 

Illil|l|lli|ll= 



HIIIflilL 

|:il|:|:=! 



m 
m 



None AS10S1 None AS1051 J— ^4>? 



saline/saine 



AS/saline 



4 
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i 1-0 9 6 0 7, 



[H63 



2 . 00 J AS1051-Ala 



i. son 



O.SOH 



o.oo- 



!5 



4 ii 



0. 00 



2.0fr- 



1. so- 



li. 00— 



0. 50-i 



O.OO 



0.00 



— i 

10* 00 



i 

20. 00 




20. 00 



1 PFK 

2 FTRPR 

3 DLECPSGWSS YDRYCYK 

4 EYLTRY IWIGLR VQNK 

QEMTWAOAERFC SEQAK 



5 vdceqqhsfi/k 
I 



GQPXSSISYENLVDPFEdFMVSRDTRLREWFK 
X=Aia or Cys-PEG 



5 GGHLLSVETALEASFVONVLYANK 



5 



ffi$E#¥l 1 - 3 0 8 9 3 6 5 
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CH7] 



AS1051-Ala 

(%) 
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[08] 



150 




AS1051&J8? (//g/ral) 



11-3089365 



^H-0 9 6 0 7 3 




t ' — 1 r 

Saline AS- Ala AS-PEG 



8 
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mm) 

-T S rf< U * * */ T Jl> */I/jK U x - -r ;i/©MET T% taiB^?R^ 3£ttSI & R £ , 
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^1 1-0 9 6 0 7 3 



ffi H A 



(0 0 0 0 0 0 0 6 6) 
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